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Amended claims 
Claims; 



Method for screening of modulators of calcineurin 
activity, characterised in that an interaction between 
calcineurin and superoxide dismutase is monitored, 
comprising the following steps 

- forming of a complex comprising at least calci- 
neuWn and superoxide dismutase under incubation 
with\at least one potential modulator , 

- detecting the influence of the potential modula- 
tor by\ directly monitoring the complex formation 
and/or by monitoring the activity, especially tlie 
enzymatrcal activity of the complex. 

Method according to claim 1, characterized in that the 
superoxide dismutase is a Copper/ Zinc-super oxide dismu- 
tase . \ 

Method according to claim 1 characterized in that 

forming of the complex is performed in the presence of 
the potential modulator* 

Method according to cl&im l characterized in that 

the potential modulator is added after the complex has 
been formed. \ 

Method according to one a£ t h o p ro o oding el fiimf fr y charac- 
terized in that the monitdring is performed by detection 
of labels, especially fluorescent labels. 

At aim S 

Method according to «o**e— ttve prec e ding cl ai m s, charac- 
terized in that calcineurin arid/ or superoxide dismutase 
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car™ labels f especially fluorescent markers, wherein 
preferably the labels are enhanced green fluorescent 
protein. 

7. Method Recording to claim 6, characterized in that 
calcineuirin and/ or superoxide dismutase are expressed as 
fluorescent proteins, particularly as fusion proteins 
together with enhanced green fluorescent protein. 

\ Claim 1 

8 . Method according to o ne of th o p reoed-ing— c4aAms , charac- 
terized in that the monitoring of complex formation is 
performed by laser fluctuation correlation spectroscopy. 

\ C 1 4<V I 

9. Method according to one of th e- -prooad i ng cl a im s , charac- 
terized in that\calcineurin and * superoxide dismutase are 
coexpressed in cells, especially in eukaryotic cells r 
and that the complex formation is performed within the 
cell. \ 

10. Method according to\ ona-o f the -prec e d i ng c la ims , charac- 
terized in that calckneurin and/ or superoxide dismutase 
are expressed in cells, especially in prokaryotic cells , 
and that calcineurin and/or superoxide dismutase are 
isolated and/or purified before the complex formation is 
performed* \ 

11* Method according to claim 10 , characterized in that 
purification of calcineurin is achieved by affinity 
chromatography, especiallA by f erro-nitrilotriacetat- 
metal affinity chromatography. 

12. Method according to claim 10 A characterized in that 
purification of superoxide dismutase is achieved by 
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affinity chromatography, especially by copper fz inc- 
nitrilotriacetat-metal affinity chromatography. 



Method 
terized 



{cording to - one - of tho preceding nla - ims *, charac- 
that in the complex formation step addition- 




ally calmo 

Method accor 
terized in 
activity is pe; 
activity of 



and /or calcium is added. 

to *on o - o f-~tho proo e difig - olaims^ charac- 
the monitoring of the enzymatical 
orroed by analyzing the phosphatase 
neurin. 



Method according tb claim 14 , characterized in that the 
phosphatase activity is analyzed by the use of at least 
one substrate, which\pref erably carries a label, espe- 
cially a fluorescent Isabel, 

Method according ta claim 15, characterized in that the 
substrate is a peptide, especially a peptide characte- 
rized by the amino acid sequence 

Asp - Leu - Asp V Val - Pro - lie - Pro - Gly - Arg 
- Phe - Asp - Argy - Arg - val - Ser - Val - Ala - 
Ala - Glu. 



17* Method according to claim 15 characterized in 

that the substrate is a peptide containing a residue, 
especially a serine residue , labeled with fluoresceins. 

\ C loJm 3 

18. Method according tb o^u^of— cfamns^ to-4r7- f characterized 

in that prior or *rter detecting the influence of the 
potential modulator Vn the complex formation and/ or 
complex activity the influence of the potential modula- 
tor on the activity, especially the enzymatical activi- 
ty of calcineurin is detected seperately. 



AMENDED SHEET 



28-09-2000 



EP 009905220 




(3 



0L 



19. Method \f° r screening of modulators of calcineurin 
activity, especially according to .one ofMJie p r o e* edaaftg» 
©la±ms% compr Is ing 

a) determining the interaction of a potential 
modulator with either calcineurin or superoxide 
disinuuase as a partner, 

b) taking a potential modulator showing interaction 
with calcineurin or superoxide dismutase according 
to step\a) , 

c) determining the interaction of said modulator 
taken in\step b) , with the other partner, namely 
calcineurin or superoxide dismutase r respectively, 
and 

d) identifVing the potential modulator showing 
interaction also according to step c) . 

20. Method according to claim 19 f characterized in that 
calcineurin and/off superoxide dismutase comprises at 
least one tag, especially a histidine tag. 



21, 



22, 



Method according to\ claim 19 G&~Qhe&sar° J ttr, characterized 
in that said superoxide dismutase is a Copper/ Zinc- 
superoxide dismutaseV 

Kethod according to ■oh o o f ^o lai m o 10 to 2!b f charac- 
terized in that calciAeurin and/ or superoxide dismutase 
is attached to a solid\ matrix, especially a Ni-NTA, Fe- 
NTA and/or cuzn-NTA mattix. 



23. Kit for screening of modulators of calcineurin activity 
comprising 

- calcineurin and/ or \ vector encoding for calci- 
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neurin atad/or cells capable of expressing calcineu- 
rin, and \ 

- superoxide dismutase and/ or a vector encoding for 
superoxide dssmutase and/ or cells capable of 
expressing sup^-oxide dismutase. 
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